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Abstract: In order to construct a recombinant expression plasmid which induced express purification mea—
sles virus( MV) N protein the recombinant plamised of pET32 a ( +) /N amplified by PCR from MV N
protein genes was inserted into expression vector pET-32 a ( +) then it was transformed into E. coli BL21
( DE3) . The condition of time temperature and concentration of IPTG were optimized. The results of SDS—
PAGE and Western blot tests showed that MV N protein molecular was 60 kD. The protein”s purity was
90% after being purified by Ni-NTA and DEAE.
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1.1
1.1.1 pUCI9/N
; pET - 32a( +)
Novagen i E. coli BL21( DE3)
1.1.2 N
5—CGCGGATCCATGTT-
GGAGGTTGTCCAG—3(  BamH | )

5—CCCAAGCTTCTAGTCTAGAAGGTCTCT—3"(
Xho | )

1.1.3 BamH [ Hind Il
T4 DNALigase ( )
; DNA N -B-
( IPTG) Sigma
1.2
1.2.1 pET -32a( +) /N
1) N
30 uL PCR (20 x buffer 1.5 pL; MgCl,

0.3 wL; dNTP 0.3 ulL; 0.2 pL;

0.2 pL; DNA 0.3 pL; 0.5 pL;dd
H,0 4 ulL) pET -
32a( +) BamH I Xho | T4
DNA
pET —32a( +) /N; 2)

1 mL LB 37 C

1 h 50 pL 3.5 mL LB(
Amp 30 mg/mlL) ODg
0.3~0.5 IPTG 0.2 mmol/L

5h 12% SDS—PAGE 7 3)

1.2.2
1) . IPTG 0.2 mmol /L.
30C37C 4£2<C 5 h. 2) IPTG

37 °C IPTG 0.1 mmol/L 0.2 mmol /L
0.5 mmol /L 1.0 mmol /L. 2.0 mmol/L 5 h.
3) . IPTG 0.2 mmol/L 37 °C

3h4h5h6h7h8h.
I mL. 1000 r/min 5 min
12% SDS - PAGE
1.2.3
1 mL 1 000 mL LB
( Amp 30 mg/mlL)
4 500 r/min 15 min
0.05 mol/L. PB
1.2.4 N Western blot
0.05 mol/L PB( pH =7.8)
8 000 r/
min 15 min Ni - NTA
DEAE Western blot
2
2.1 N pET -32a( +) /N
PCR 1 1 452 bp

2 BL21
60 kD

N
2.2

337 %C ;
IPTG 4 IPTG 0.2 mmol/L
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1 )Marker 2)2.0 mmol/L. 3)1,0 mmeol/L
4)0.5 mmol/L. 5)0.20 mmol/L 6)0. 10 mmol/L

B4 IPTG #EiF-14%

; 54h
37 C IPTG 0.2 mmol/L
4 h
2.3 Western blot
Ni DEAE SDS-PAGE
6. Western blot 7.

Angy =2.704
N A

=0.963 1.0 mg/mL

N 3.0 mg/mL
1 23456 17
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211.3 C.
2) PPC
7.50 MPa  536.63%.
3) PPC
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4)  PPC
PPC
5) PPC
( 34 )
N 35 mL Ni
105 mg.
7 N
3
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